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Chronic Exposure of Imidacloprid and Clothianidin
Reduce Queen Survival, Foraging, and Nectar Storing in
Colonies of Bombus impatiens
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Abstract

In an 11-week greenhouse study, caged gueenright colonies of Bombus impatiens Cresson, were fed treatments of 0 (0 ppb
actual residue |, imidacloprid; C, clothianidin), 10 {14 1, 9 €}, 20 (16 |, 170}, 50 (71 |, 39 €} and 100 {127 1, 76 C) ppb
imidacloprid or clothianidin in sugar syrup (50%). These treatments overlapped the residue levels found in pollen and nectar
of many crops and landscape plants, which have higher residue levels than seed-treated crops (less than 10 ppb, corn,
canola and sunflower). At 6 weeks, queen mortality was significantly higher in 50 ppb and 100 ppb and by 11 weeks in
20 ppb-100 ppb neonicotinyl-treated colonies. The largest impact for both neonicotinyls starting at 20 (161, 17 C) ppb was
the statistically significant reduction in queen survival (37% |, 56% () ppb, worker movement, colony consumption, and
colony weight compared to 0 ppb treatments. Bees at feeders flew back to the nest box so it appears that only a few
workers were collecting syrup in the flight box and returning the syrup to the nest. The majority of the workers sat
immobilized for weeks on the floor of the flight box without moving to fed at sugar syrup feeders. Neonicotinyl residues
were lower in wax pots in the nest than in the sugar syrup that was provided. At 10 {14) ppb | and 50 (39) ppb €, fewer
males were produced by the workers, but gueens continued to invest in queen production which was similar among
treatments. Feeding on imidacloprid and cdlothianidin can cause changes in behavior (reduced worker movement,
consumption, wax pot production, and nectar storage) that result in detrimental effects on colonies {queen survival and
colony weight). Wild bumblebees depending on foraging workers can be negatively impacted by chronic neonicotinyl
exposure at 20 ppb.
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bees as they are systemic, accumulate in pollen and nectar, and are
expressed for years from a single application [19,21-25].
Neonicotinyls are applied in various ways (seed treatments, soil
drenches, foliar sprays, irrigation systems, and tree injections) on
agricultural and landscape plants. Most genetically modified crops
(corn, canola, and soybeans) use seed treatments of imidacloprid
(Gaucho), clothianidin (Poncho), or thiamethoxam (Crusier) [26].
The annual market for neonicotinyl insecticides is in the billions of
dollars due to their low mammalian toxicity, systemic nature, and

Introduction

Honey bees, bumblebees, and other native bees pollinate 30%
of the plants that produce the vegetables, fruits, and nuts that we
consume and more than 100 crops in North America require
pollinators [1,2]. Pollination contributes approximately $15 billion
worth of additional crop yields [2], and wild bees contribute
substantially to crop production [3].

In 2007, there were 49.5% fewer managed honey bee (Apis

mellifera) colonies in North America than in 1961 [4]. Managed
honey bee colony mortality has been estimated to be 30% since
2007 [5,6]. Colony stressors include habitat loss, nutrient
deficiencies, Nosema pathogens [7.8], viruses [9], Varroa mites [6],
pesticide exposure [10-12], interactions between Nosema and
imidacloprid [13,14], and Nosema and fipronil [15,16]. Addition-
ally, North American bumblebee species Bombus occidentalis, B.
pensyloanicus, and B. affinus are in decline. These species had
significantly higher N. bombi loads and lower genetic diversity
compared to healthy populations [17,18]. A combination of
factors 1s most likely to contribute to bee losses [12,19,20].

The neonicotinyl insecticides, imidacloprid, thiamethoxam,
clothianidin, and dinotefuran, were implicated in the decline of
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extended efficacy [27]. In the U.S., at least 58 million ha of the
total 178 million ha of cropland are treated with over 907,185 kg
of imidacloprid, clothianidin, and thiamethoxam [28]. In 2009 in
Minnesota, most crops used seed treatments (corn, soybeans,
potatoes, and canola) containing 21,212 kg of imidacloprid and
8,773 kg of clothianidin [29].

Residue levels of neonicotinyls in pollen and nectar differ
depending on application method in crops and landscapes.
Gaucho, an imidacloprid seed treatment of =1.0 mg/seed
depending on the crop [30,31], resulted in 4.4-7.6 ppb imidaclo-
prid residue in canola pollen, 3 ppb in sunflower pollen, and
3.3 ppb in maize pollen [30,32,33]. An imidacloprid soil drench
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resulted in 122 ppb in pollen and 18 ppb in nectar of pumpkin
[34] and 15 ppb in pollen and 10 ppb in nectar of squash [35].

Landscape applications of imidacloprid result in much higher
levels of residue in nectar and pollen. A homeowner’s formulation
of imidacloprid, Bayer Advanced Tree and Shrub, or professional
Marathon 1% G permits 270-300 mg to be applied to a 3 gallon
pot, resulting in a 400 times higher application rate compared to
Gaucho treated corn of 0.675 mg/seed. In USDA [25] research
on tree injections and soil drenches, maple and horse chestnut
flowers [32] were collected from trees that were trunk injected with
imidacloprid 10-12 months earlier and residues of 130 ppb in 1
sample and 30-99 ppb in 5 samples were found. The report
concluded that 130 ppb is in the range to cause mortality in bees.
A soil injection around Fucalyptus trees resulted in 660 ppb
imidacloprid in nectar which killed beneficial parasitic wasps [36].
Turf and white clover treated with clothianidin resulted in residues
of 171 ppb in clover nectar. Colonies of 5. impatiens did not avoid
foraging on treated clover and showed reduced foraging activity
and increased worker mortality in the hives within five days.
Colonies showed a trend for fewer workers and males, no queen
production, reduced number of wax pots, and reduced colony
weight compared to controls [37]. Thus, the potential for
neonicotinoid insecticides to impact bee health through chronic
exposure may be currently underestimated as residue levels in
agricultural and landscape plants are higher than reported for seed
treatments.

Neonicotinyl insecticides are neurotoxins that affect mechano-
sensory stimuli, vision, olfaction, learning, and memory [38,39].
Additionally, neonicotinoids bind to mushroom bodies in bee
brains [39] which are particularly large in social bees compared to
other insects, comprising over 40% of the neurons in the honeybee
brains and less than 4% 1o Drosoplula brains [40]. A 2.5 ppb
imidacloprid or clothianidin dose affected Kenyon Cells (KC), by
increasing excitability and inhibiting action potential firing, which
impaired mushroom bhody function [41]. The effects of cholinergic
pesticides on KCs are expected to lead to significant impairment of
all cognitive functions that depend on this higher-order brain
region, including multisensory integration, associative learning and
memory, and spatial orientation.

Neonicotinoids are able to affect behavioral performance in
honey bees [42-44]. Sublethal exposure of honey bees to
neonicotinoids significantly impairs olfactory learning in labora-
tory-based studies [43,44] and adversely affect navigation and
foraging behavior in the field [19,45-48]. Wililamson and Wright
[49] found that bees fed 13 ppb or 23 ppb imidacloprid were less
likely to form long-term memory and had reduced learning. Firi
and Nieh [50] determined that foragers fed 0.21 ng/bee or 24 ppb
imidacloprid produced significantly fewer waggle dance circuits
(10.5- and 4.5-fold fewer for 50% and 30% sucrose solutions,
respectively) 24 h later as compared to 0 ppb treatments. Waggle
dancing can significantly increase colony food intake, and a
sublethal dose may impair colony fitness.

Field studies on the effects of lower concentrations of
neonicotinyl residue in pollen and nectar, similar to that found
in seed treatments, usually showed no effects on colony health of
honey bees and bumblebees. A study on queenright {(containing
the queen) colonies of B. terrestris for 4 weeks in the field near
imidacloprid seed-treated sunflowers found no difference in
worker or queen production [51]. Honey bees exposed for 4
months to flowering canola grown from clothianidin-treated seed
(maximum of 2.24 ppb in nectar and 2.59 ppb in pollen) showed
no differences in mortality, worker longevity, brood development,
colony weight, and honey yields compare to controls [52].
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However, some recent studies demonstrated that lower
neonicotinyl concentrations alter bee colony health. Whitehorn
et al. [53] showed that queenright colonies of B. tervestris fed 0.7
and 1.4 pph imidacloprid in sugar syrup for 2 weeks in the lab and
then monitored in the field for 6 weeks, could not recover from
imidacloprid effects, colony weight was lower by 8% and 12% and
queen production by 85% and 90%, respectively, compared to
controls. Elston et al. [54] in laboratory studies demonstrated that
B. terretris microcolonies fed 1 and 10 ppb thiamethoxam in sugar
syrup for 4 weeks had reduced consumption of sugar syrup and
production of wax storage pots.

Field and cage studies that exposed bees to higher amounts of
neonicotinyl-treated sugar syrup have repeatedly shown reduction
in colony health and bee foraging. In a 2-week study of queenright
colonies of B. tfemestris in flight cages within a greenhouse,
bumblebees that were fed 10 and 20 ppb imidacloprid in sugar
syrup had worker survival reduced by 62% and 95%, workers that
would not forage, and no brood production compared to 0 and
2 ppb treatments [35]. A 4-week field study with queenright
colonies of B. terrestris found that 10 ppb imidacloprid in sugar
syrup reduced brood production by 22% and worker production
by 27%, but did not increase queen or worker mortality or reduce
colony weight. However, 50% of the workers did not return when
foraging and were less efficient pollen collectors [47]. Foraging was
reduced at 10 ppb imidacloprid for B. terrestris [47,55] and 30 ppb
imidacloprid for B. impatiens [56]. Honey bee foraging was reduced
at 15 ppb imidacloprid [48], 5 ppb clothianidin [48], and 67 pph
thiamethoxam [46].

The objectives of this study were to investigate the effects of
higher concentrations of imidacloprid and clothianidin, similar to
those found in some crops and landscape plants, on individual
behavior and colony health of the American bumblebee, Bombus
mmpatiens Cresson by monitoring: 1) queen health (mortality and
movement), 2) worker behavior (movement, colony, and bee
consumption of sugar syrup), 3) colony health (colony weight,
weight and number of wax pots containing stored sugar syrup,
dead and alive brood, bees produced by caste, bees on nest, and
worker bee weight).

Materials and Methods

Bumblebee colonies

Bumblebees used in this research were housed in clean cages
and provided sufficient pollen and nectar for normal growth. An
attached cage was used to permit foraging away from the nest. The
hunidity and temperature of the ambient enviromnemnt was
regulated to within the needs of the hees. At the end of the study,
the entire nest was frozen before the colony was dissected.

We obtained commercially reared Bombus impatiens consisting of
a queen and 30-50 workers (research grade A colonies approx-
imately 1 month old) that were housed in a 25.4x22.9x12.7 cm
plastic brood box (Koppert Biological Systems, Howell, MI).
Colonies were fed Bee Happy sugar syrup (Koppert Biological
Systems, Howell, MI) in the brood box. Once received, we
assessed the colonies for the presence of the queen and number of
workers by placing the plastic brood box into a 2-sleeve rearing
cage  (BioQuip Rancho  Dominguez, CA) that was
35.6%35.6x61 ecm under 2-100 watt red lights (Industrial
Performance, Lenexa, KS) which made the bees more passive.
In addition, 15 psi GO, (20 pound carbon dioxide tank) was
applied through a hose directly onto the colony, further reducing
movement. We then removed all bees from the colony with a
forceps (wide tip featherweight, BioQuip) and placed them into
30 mL wide mouth plastic vials and weighed the colony to the
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nearest gram (Taylor 3839 Glass Digital Diet Scale). The bees and
nest were placed into a modified brood box with a Plexiglas lid
(21.6x17.8x0.6 cm), which allowed for weekly photographs of the
colony. The brood box was connected to a 29 cm square flight box
(Bug Dorm 1, Bio Quip, Rancho Dominguez, CA) by a
1.9%30.5 em plastic tube.

solonies were established on benches in the greenhouse with
temperature controlled to 22 C (Wadsworth Control System,
STEP 50A) and humidity controlled to 60% (Aqua Fog Turbo
XE). Additional environmental adjustments were made manually
to temperature using fans to increase air circulation, and to
humidity using a garden soaker hose placed underneath a
greenhouse bench. Temperature and humidity were monitored
with two data loggers (EL USB -1, Omega Engineering, Stamford,
cT).

Supplernental pollen was collected from pollen traps on honey
bee colonies on the St. Paul Campus of the University of
Minnesota in summer 2010 and stored in a —20°C freezer. Pollen
was mixed with Bee Happy to create a paste which could be
molded into 7x1 c¢m rolls and coated with bees wax (Revlon
Paraffin Spa RVS1213) and stored at —20°C. Pollen rolls were
always available and were added every week to the floor of the
brood box.

In the flight box, colonies were fed 50% sugar syrup from
118 ml round containers (Gladware) with a lid that was modified
with a 2 em hole through which a Koppert polyester wick was
threaded. The syrup was always available and was replaced 3
times per weck. Bees were fed untreated sugar syrup for 2 weeks
prior to the start of the study.

Experimental design

Colonies were provided imidacloprid or clothianidin in 50%
sugar syrup for 5 treatments {0, 10, 20, 50, and 100 ppb) for 11
weeks. The experiment was performed twice for each neonicotinyl
insecticide for a total of 8 colonies for each treatment (except
0 ppb clothianidin treatment had 9 colonies) (imidacloprid, July 6
to September 15, 2011 and September 14 to November 23, 2011
and clothianidin, January 18 to March 30, 2012 and March 12 to
May 25, 2012).

Sugar syrup (50%) was made by adding granulated beet sugar
(1000 g) (Cargill, Renville, MN} to 1000 mL deionized water.
Analytical grade imidacloprid and clothianidin (Fischer Scientific,
West Chester, PA, PS-2086, Lot no: 446-128B, 99.5 percent and
PS-2261, Lot no:463-125A, 98.4 percent, respectively) were made
into a 100,000 ppb stock solution by adding 0.02 grams (Sartorius
ED323-CW milligram balance) into 200 mL of the sucrose
solution (Fisher Scientific stirring plate 18x18 cm). Dilutions of
10, 20, 50, 100 ppb were made by pipetting 33.3, 67, 167.3, and
335 ull stock solutions (20-200 pl. VWR' Signature krgonomic
High Performance Single-Channel Variable Volume Pipettor) into
bottles (PYREX Low Actinic 1 L Round Media Storage Bottles
with red glass bottles to reduce light exposure) filled with 335 mL
of 50% sugar syrup solution and stored at 5.5°C. Stock solutions
were made every 3 weeks and sugar syrup solutions were made
weekly.

Residue analysis: Validation of imidacloprid and
clothianidin in sugar syrup, pollen rolls, and wax syrup
pots

Sugar syrup stock solutions were made continuously through the
11 weeks of the experiment, but syrup was analyzed for residue
from one date for each replicate experiment (imidacloprid, August
and October 2011; clothianidin, March and April 2012). For
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residue analysis, treated sugar syrup (0, 10, 20, 50, 100, and
100,000 ppb  (stock)) samples were stored in 20 mL glass
scintillation vials. Also, pollen (8 samples) used to make pollen
rolls was stored for residue analysis.

For 3 dates, sugar syrup stored in wax pots was combined for
three different colonies for each treatment and analyzed
(imidacloprid, Sept and Nov 2011 (3 residue samples) and
clothianidin, March and May 2011 (3 residue samples). Syrup
extracted from all the wax pots in one colony was placed in
2x5 mm (2 ml) plastic microcentrifuge tubes and weighed. Both
stock, pollen samples, and extracted syrup samples were kept at —
80°C until shipped on dry ice to USDA, AMS, Gastonia, NC and
analyzed for residue of imidacloprid and clothianidin parent
compounds and metabolites and 4 fungicides using the standard
USDA method (Table 1).

Effect of chronic dose on queen mortality and queen and
worker movement

Once a week, queen status (alive, dead, or absent) was recorded.
Activity within each brood box was video recorded twice for
30 mins during weeks 4 and 8 (Bullet camera, Sony micro 550, NS
03-BU 4000HB, 12v, Recorder PV 1000, Lawmate, Stunt
Camera, Grand Rapids, Michigan). ¥rom these videos, the
movement of five workers and the queen were quantified by
counting the number of seconds each bee moved n a total of
300 seconds. If the bee landed and remained motionless, then the
seconds 1t was not moving were counted as 0. Bees that moved out
of view were not used, so we were limited by the number of bees
we could continuously monitor for 300 seconds. Bees were not
marked, but only observed on the videos. Videos (30 mins) are
stored on the computer in 3-10 min sections so it was easy to
identify a single bee and not recount the bee.

Effect of chronic dose on worker behavior

Syrup consumption per colony in the flight box was measured
three times a week for each week (1-11 weeks) by pouring the
remaining sugar syrup into a graduated cylinder. Individual bee
consumption was estimated by dividing the mean weekly
consumption by the number of bees on the nest.

Effect of chronic dose on colony health

When the queen died or at week 11, colony weights were
recorded and after, colonies were dissected. The number of wax
pots containing sugar syrup was counted, and the syrup was
transferred into 2 ml microcentrifuge tubes, weighed, and stored
at —80C. Every week (0-11), a picture was taken of each colony
(Nikon D100 camera, AF Nikon 28-105 mm macro lens) and
pictures were analyzed for the number of wax pots containing
sugar syrup and the number of bees on the nest (Microsoft
Windows Paint, Windows 7 Enterprise). For each colony, the
number of sugar syrup wax pots added during the experiment was
determined by subtracting the number of pots at week 0 from
week 11.

The brood (eggs, larvae and pupae) was counted and
categorized as dead or alive according to color; brood was
considered alive if white and firm and dead if discolored. The
original queen and daughter queens were differentiated from
workers by size [37]. Male bees were identified by the presence of
a patch of yellow hair on the frons. At weeks 4, 6, and 8 bee weight
was quantified by removing 20 foragers from the flight box of each
colony. Bees were individually placed into 37 mL clear plastic solo
cups on ice, individually weighed, painted on the dorsal thoracic
sclerite, to ensure that a bee was not reweighted, and replaced into
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the flight box. Every other week dead bees were removed from the
flight box, identified to caste, and frozen.

Statistical analyses

Cumulative queen mortality, worker movement, and number of
wax sugar syrup pots added were assessed with a Kruskal-Wallis,
nonparametric Chi-Square test and a Wilcoxon nonparametric
multiple comparison test [58]. Colony consumption, individual
bee consumption, bees on nest, and bee weight were analyzed in
ProcMixed [59] for treatment effects, week effects, and interaction
effects, tested for homogeneity with a Levine test, transformed if
needed, and assessed for treatment differences with a Tukey-
Kramer multiple range test (MRT). If the Levene’s test was
significant after transformation, a Welch’s test was used to correct
for unequal variance. If there was a significant interaction in
ProcMixed, then the data was analyzed with ANOVA’s for all
treatments by week. Colony weight, wax syrup pot weight, brood
production (total, dead and alive), and bee caste production
(worker, male, and queens) were tested for homogeneity with a
Levine test, transformed if needed, and analyzed using ANOVA
and a Tukey-Kramer MRT. If the Levene’s test was significant
after transformation, a Welch’s test was used to correct for unequal
variance [58].

Results

Residue analysis: Validation of imidacloprid and
clothianidin in sugar syrup, pollen rolls, and wax syrup
pots

When 8 pollen samples were tested for residue only 1 out of 8
samples had a 4 ppb imidacloprid residue and none of the samples
had neonicotinyl metabolites or fungicides (carboxin, metalaxyl,
tebuconazole, trifloxystrobin). Sugar syrup treatments were made
from the 100,000 ppb stock solution every week or 11 times during
each experiment using gravimetric and not molar methods. For all
treatments and stock solutions, no neonicotinyl metabolites, and
fungicides were found. Mean residues for stock solutions
(100,000 ppb) for imidacloprid {) and clothianidin (C) were
slightly higher than what was planned (I, 13% greater and C, 3%
greater). For imidacloprid, 1 of the 4 treatment residues is lower
than the planned treatment and for clothianidin all 4 treatment
residues are lower than the planned treatment (Table 1). The
planned treatment is followed in parenthesis first by the actual
mean residue that was measured and second by the percent
difference between the planned treatment and actual residue (I:
0 ppb (0, 0%), 10 ppb (14, +40%), 20 ppb (16, —20%), 50 ppb
(71, +42%), and 100 ppb (127, +27%); C: O ppb (0, 0%), 10 ppb
(9, —10%), 20 ppb (17, —15%), 50 ppb (39, —22%), and 100 ppb
(76, —24%)). In order to address the difference in planned
treatments and actual residue measured, we added the actual
residue mean in parentheses after the planned treatment in the
abstract and discussed it in at the start of the discussion section.

For 3 sample dates (exp 1, n=1 and exp 2, n=2), sugar syrup
stored in wax pots was combined for 3 different colonies for each
treatment and analyzed. No metabolites of imidacloprid or
clothianidin or any of the fungicides were found in the syrup
stored in wax pots. The neonicotinyl residue in syrup stored in wax
pots for 20-100 ppb imidacloprid and clothianidin treatments had
considerably less residue than the planned treatments (Table 1).
The planned treatment 1s followed in parentheses first by the
actual residue in the wax pots that was measured and second by
the percent difference between the treatment mean residue and
the wax pot residue: I: O ppb (0, 0%), 10 ppb (11, —22%), 20 ppb
(8, —50%), 50 ppb (20, —72%), and 100 ppb (1, —100%); C:
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0 ppb (0, 0%), 10 ppb (8, —12%), 20 ppb (11, —35%), 50 ppb (0,
—100%), and 100 ppb (0, —100%).

Effect of chronic dose on queen mortality and queen
movement

Quecens were never scen in the flight box at feeders, so queens
fed on sugar syrup stored in wax pots. Imidacloprid and
clothianidin treatments did not demonstrate immediate toxicity
to queens, but by week 6 for both imidacloprid and clothianidin
queen mortality was significantly lower in 0-20 pph treatments
compared to 50-100 ppb treatments. By week 11 for both
imidacloprid and clothianidin, queen mortality was significantly
lower in 0-10 ppb treatments compared to 20-100 ppb treat-
ments (Figure 1, Kruskal-Wallis, Wilcoxon Test, SAS, JMP, 2012).

For both neonicotinyls, videos of queen movement revealed no
significant differences among treatments (I, ¥ =1.70, D¥F =4, 21,
p=0.188; C, F=1.55, DF=4, 6, p=0.298, ANOVA, Tukey-
Kramer, SAS JMP, 2012).

Effect of chronic dose on worker behavior

Foraging bees went from the syrup feeders in the flight hox
through the tube to the nest box. However, most of the bees in the
colony sat on the floor of flight box near the feeder, but were never
seen moving to the feeders. The flight box bees stayed for weeks on
the floor, were not observed to forage, moved slowly, and
responded to probing with leg raising.

Videos of the nest box provided direct evidence that
neonicotinyls reduced worker movement in the nest. We had to
remove the 100 ppb treatment from the analysis as there were too
tew bees for which we could quantify movement. For imidaclo-
prid, bees in 0 ppb moved significantly faster than those in 20
47% slower) and 50 (59% slower) ppb treatments (0 ppb (178/
30020 sec), 10 ppb (126/300£9 sec), 20 ppb (94/300=
240 sec), 50 ppb (73/300, =21 sec)) (Chi-square test=11.53,
DF =3, 25, p<<0.0092, week 4 and 8). For clothianidin, bees in
0 ppb moved significantly faster than those in 20 ppb (32% slower)
and 50 ppb (73% slower) treatments (0 ppb (117/300£23 sec),
10 ppb (82/300=12 sec), 20 ppb (79/300£19 sec), 50 ppb (32/
300, =9 sec)) (Chi-square test=10.803, DF =3, 28, p<0.0129,
week 4 and 8).

Colony consumption for imidacloprid and clothianidin, showed
a significant interaction of week and treatment (Figure 2, Table
S1, Proc Mixed, Tukey-Kramer, interaction effects, SAS, 2012) so
the data were then analyzed by week for treatment using ANOVA
and Tukey-Kramer, SAS, JMP, 2012). When colony consumption
was analyzed by week, significantly more sugar syrup was
consumed in weeks 2, 6, and 8 in 0 ppb compared to 10—
100 ppb 1imidacloprid treatments and in weeks 2, 4, 6, and 8 in
10-100 ppb clothianidin treatments. In week 4 for imidacloprid,
significantly more sugar syrup was consumed in 0 and 10 pph
compared to 20-100 ppb imidacloprid treatments (I: week 2, 10—
100 ppb consumed 32%, 64%, 86%, and 90% less, respectively;
week 4, 20-100 ppb consumed 45%, 82%, and 89% less,
respectively; week 6, 10-100 ppb consumed 45%, 64%, 71%,
and 89% less, respectively; week 8, 10-50 ppb consumed 50%,
61%, and 88% less, respectively; G: week 2, 10-100 ppb
consumed 26%, 60%, 79%, and 82% less, respectively; week 4,
10-100 ppb consumed 24%, 63%, 86% and 94% less, respec-
tively; week 6, 10-100 ppb consumed 29%, 70%, 89%, and 93%
less, respectively; week 8, 10-100 ppb consumed 40%, 80%, 92%,
and 95% less, respectively).

Individual bee consumption was determined by dividing
consumption per colony by the number of bees on the nest. For
imidacloprid, individual bee consumption was not different
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Figure 1. Queen mortality at weeks 1-11. A, Imidadoprid, Week 6: Chi-square test=9.26, DF =4, 235, p<<0.055, week 11: Chi-square test=75.49,
DF=4,435, p<<0.001. B, Clothianidin, Week 6: Chi-square test =22.87, DF =4, 247, p<<0.001, week 11: Chi-square test=102.78, DF =4, 457, p<<0.001,

Kruskal-Wallis, Wilcoxon Test.
doi:10.1371/journal.pone.0091573.g001

between 0 ppb and 10-100 ppb treatments (Figure 3, Table S1,
Proc Mixed, Tukey-Kramer, treatment effects, SAS, 2012). The
amount (ml and g) that the bees consumed are presented in Table
S2. When comparing weeks, week 6 had significantly more
consumption compared to weeks 2 and 4 (Proc Mixed, Tukey-
Kramer, week effects, SAS, 2012). However, when individual bee
consumption was analyzed individually by week (ANOVA, Tukey-
Kramer, SAS JMP, 2012), week 2 had significantly more sugar
syrup consumed in 0 ppb compared to 10 ppb—100 ppb imida-
cloprid treatments (50%, 64%, 86%, and 86% less, respectively).
In week 2 clothianidin treatments, had significantly more sugar
syrup consumption in 0 pph and 10 pph treatments compared to
20-100 ppb treatments (61%, 80%, and 83% less, respectively).
Week 4 had significantly more sugar syrup consumed in 0
compared to 20-100 ppb imidacloprid treatments (42%, 67%,
and 100% less, respectively) and 20-100 ppb clothianidin
treatments (51%, 78%, and 89% less, respectively). In week 6,
ppb imidacloprid treatments were not statistically different. In
week 6, clothianidin treatments were statistically different in 0 ppb
compared to 20-100 ppb treatments (39%, 71%, and 83% less,
respectively). In week 8 there was no statistical difference among
treatments. The ng consumed by a bee for each treatment by week
was reported in Table S2.
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Effect of chronic dose on colony health

Colony weight at week 0 was the same for all treatments of
imidacloprid or clothianidin. At week 11, colony weight was
significantly greater in 0 ppb (350 g) compared to 10-100 ppb
imidacloprid treatments (23%, 35%, 47%, and 51% less,
respectively) and was significantly greater in 0 ppb (412 g) and
10 ppb (275 g) compared to 20 100 ppb clothianidin treatments
(69%, 74%, and 81% less, respectively) (Figure 4, ANOVA,
Tukey-Kramer, SAS JMP, 2012).

The weight of syrup in wax pots in imidacloprid treatments was
significantly greater in 0 pph (11.3 g), 10 ppb (7.6 g), and 20 ppb
(3.2 @) compared to 30 ppb (2.0 g, 95% less) and 100 ppb (1.0 g,
81% less) treatments. The weight of syrup in wax syrup pots was
significantly greater in clothianidin treatments in 0 ppb (53.3 g)
compared to 10 ppb (22.6 g, 58% less), 20 ppb (8.1 g, 85% less),
50 ppb (7.3 g, 86% less) and 100 ppb (2.3, 96% less) (Figure 4,
ANOVA, Tukey-Kramer, SAS JMP, 2012).

For the 0 ppb imidacloprid treatment the number of wax pots
at the start of the experiment was 21 pots and 1.2 pots were added.
For imidacloprid treatments the number of wax syrup pots added
was significantly greater in 0 ppb (+1 pot) compared to 50 ppb (—
19 pots, 2,000% less) and 100 ppb (—21 pots, 2,200% less)
treatments. For the 0 pphb clothianidin treatment, the number of
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doi:10.1371/journal pone.0091573.g002

wax pots at the start of the experiment was 36 pots and 173 pots
were added. For clothianidin treatments the number of stored
syrup pots added was significantly greater in 0 ppb (173 pots)
compared to 10 ppb (63 pots, 64% less), 20 ppb (11 pots, 94%
less), 30 ppb (—8 pots, 103% less) and 100 ppb (—17 pots, 110%
less) treatments (Figure 5, Kruskal-Wallis, Wilcoxon Test, SAS
JMP, 2012).

As treatment concentration increased for both imidacloprid and
clothianidin, lower residue was found in the sugar syrup in wax
pots. Treatments of 50-100 ppb imidacloprid and clothianidin
had 72-100% less residue than the concentration 1n the syrup the
bees were consuming, which indicated that sugar syrup was not
being stored and supported the data that wax pots numbers and
weighs decreased. For imidacloprid, 0 ppb contained no residue,
10 pph contained 11 ppb or 22% less residue, 20 ppb contained
8 ppb or 50% less residue, 50 ppb contained 20 ppb or 72% less
residue, and 100 ppb contained 1 ppb or 100% less residue. For
clothianidin, 0 ppb contained no residue, 10 ppb contained & ppb
or 12% less residue, 20 ppb contained 11 ppb or 35% less residue,
50 ppb contained 0 ppb or 100% less residue, and 100 ppb
contained 0 ppb or 100% less residue {Table 1).

Neither neonicotinyl demonstrated toxicity to brood, as dead
brood was not significantly different among treatments. However,

PLOS ONE | www.plosone.org

at week 11 the amount of alive brood was significantly greater in
0 ppb compared to 20-100 pph imidacloprid treatments and 50—
100 ppb clothiamdin treatments, reflecting premature queen
mortality. Total brood (dead and alive) for both imidacloprid
and clothianidin was significantly greater in 0 ppb compared to 50
and 100 ppb as a result of less alive brood by week 11 (Figure 6,
ANOVA, Tukey-Kramer, SAS JMP, 2012).

For both neonicotinyls, daughter queen production were not
significantly different among treatments for either imidacloprid (0—
100 ppb produced 5.7, 6.1, 4.3, 5.1; and 4.1 queens) or
clothianidin  (0-100 ppb produced 7.4, 3.1, 2.2, 1.1, and 1
queens). Although for clothianidin, there was a trend for fewer
queens produced in 10-100 ppb treatments compared to 0 ppb
treatments. The number of workers produced was not significantly
different among treatments. However the mean number of males
produced in imidacloprid treatments was significantly greater in
0 ppb compared to 10-100 ppb treatments (0100 pph produced
135; 30; 23; 50, 13; and 4 males). For clothianidin treatments the
mean number of males produced was significantly greater in 0
compared to 50-100 ppb treatments (0100 ppb produced 64; 48;
28; 3; and 2 males) (Figure 7, ANOVA, Tukey-Kramer, SAS JMP,
2012).
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doi:10.1371/journal.pone.0091573.g003

For imidacloprid, the number of bees on the nest (cast was not
visible on pictures) was not significantly different among
treatments, but significantly decreased from weeks 2-6 (Figure
S1, Table S1, Proc Mixed, Tukey-Kramer, week effects, SAS,
2012). However when weeks were individually analyzed, week 4
and 6 had significantly more bees on the nest in 0 ppb compared
to 100 ppb treatments (0 ppb (wk 4, 48.1=8 9.0, wk 6, 41.0 8.7),
10 pph (wk 4, 46.1£5.8, wk 6, 32.6%4.5), 20 ppb (wk 4,
374=7.0, wk 6, 22.5%6.3), 50 ppb (wk 4, 28.9%£5.0, wk 6,
17.6=4.1), and 100 ppb (wk 4, 19.1£3.7, wk 6, 8.5%5.3) (Figure
S1, Table 81, ANOVA, Tukey-Kramer, SAS JMP, 2012).

For clothianidin, the numbers of bees on nest when analyzed
showed a significant interaction of week and treatment (Figure S1,
Table S1, Proc Mixed, Tukey-Kramer, interaction cffects, SAS,
2012). However, when weeks were individually analyzed only at
week 6, were significantly more bees on the nest in 0 and 10 ppb
treatments compared 50 ppb and 100 ppb treatments (0 ppb
(724=11.1), 10 ppb (79.6£10.1), 20 ppb (51.6%=8.5) and 50 ppb
(33.8£5.9), and 100 ppb (23.0=4.0) (Figure S1, Table SI,
ANOVA, Tukey-Kramer, SAS JMP, 2012).

For imidacloprid, bee weight was not significantly different
among treatments and bee weight decreased significantly between

PLOS ONE | www.plosone.org

weeks 6 and 8 (0 ppb (wk 6, 0.15%0.01, wk 8, 0.13%0.01), 10 ppb
(wk 6, 0.15=0.01, wk 8, 0.11=0.01), 20 ppb (wk 6, 0.13=0.1, wk
8, 0.11£0.01), 50 ppb (wk 6, 0.14%0.01, wk 8, 0.10%0.01), and
100 ppb (wk 6, 0.14%=0.03, wk 8, 0.07=0.02) (Table S1, Proc
Mixed, Tukey-Kramer, week effects, SAS, 2012).

For clothianidin, bee weight was significantly different between
the 0 and 20 ppb treatments and bee weight decreased
significantly between week 4 and 6 (0 ppb (wk 4, 0.1220.01, wk
6, 0.10=0.01), 10 ppb (wk 4, 0.13x0.02, wk 6, 0.14%0.01),
20 ppb (wk 4, 0.16%£0.01, wk 6, 0.15%£0.01), 50 ppb (wk, 4
0.1920.02,wk 6, 0.1220.02), and 100 ppb {wk 4, 0.13=0.03, wk
6, 0.09%£0.01) (Table S1, Proc Mixed, Tukey-Kramer, treatment
and week effects, SAS, 2012).

Discussion

Very few papers confirm treatment residues with analytical
methods, however in this research we did and the planned
treatments were slightly different in concentration than the actual
residue (Table 1). In retrospect, 2 samples (1 for each replicate
experiment for each treatment) to verify residue were too small a
number and it would have been better to collect 1 sample each
week for the 11 week study to determine the residue. We speculate
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that with more residue samples, the mean of the residue
concentration would be closer to the planned treatment concen-
tration. The mean treatment residues do not overlap, which
supports that the treatments were relatively different and provided
a concentration gradient. The planned treatments were chosen to
represent a range of potential residue found in pollen and nectar
from crops and landscape plants. Neonicotinyl treatments used in
this study ranged from 10 ppb the highest amount found in seed-
treatments to 100 ppb levels found in landscape plants (Table 1).
Our highest concentration of 100 ppb imidacloprid was below the
estimated oral LO50 for honey bees of 185 ppb [60] or 192 ppb
[61]. In this study, both of these neonicotinyls had similar toxicity,
as expected by their similar acute oral LD50s: for imidacloprid 4—
40 ng/bee for honey bees [33,62] and 2 ng/bee for bumblebees
[63] and for clothianidin 22 ng/bee for honey bees [33,45].

Our study demonstrated that 20 ppb imidacloprid or clothia-
nidin fed to queenright colonies of B. mmpatiens for 11 weeks
increased queen mortality, reduced colony consumption, and
colony weight. Starting at 6 weeks, queen mortality was
significantly higher in 50-100 ppb imidacloprid- and clothianidin-
treated colonies and by 11 weeks in 20 ppb—100 ppb imidaclo-
prid- and clothianidin- treated colonies. Colony consumption for
imidacloprid and clothianidin was significantly less at 20-100 ppb.
The weight of syrup in wax pots and number of wax pots added
was significantly less at 50-100 ppb imidacloprid treatments and
at 10-100 pph clothianidin treatments. Colony weight was
significantly less at 10-100 ppb imidacloprid treatments and 20—

PLOS ONE | www.plosone.org

100 ppb clothianidin  treatments. In both imdacloprid and
clothianidin, the residue in wax syrup pots for 50 and 100 ppb
was 72-100% less residue indicating that syrup was not being
returned to the pots (Table 1). Neither neonicotinyl decreased
worker and queen production, but male production was reduced
at 10-100 ppb imidacloprid treatments and 50-100 ppb clothia-
nidin treatments. There were not differences in number of dead
brood, indicating imidacloprid and clothianidin were not toxic to
young bees, unless the brood was feeding on untreated syrup
stored before the start of the experiment. Significantly more total
brood production was a result of more alive brood, since queen
mortality occurred earlier in 50-100 ppb treatments.

Our study demonstrated that both imidacloprid and clothiani-
din caused significant mortality in 20100 pph treatments, which
is important data as there is little published data on the effects of
neonicotinyl insecticides on queen bumblebees, since most studies
use queenless microcolonies containing only workers. Our study
did not find any effects of either neonicotinyl on worker numbers,
although other studies have shown reduction in worker numbers
starting at 10 pph. An 11 week study on B. #emestris in queenless
microcolonies found that worker mortality was 0% at 0 and
10 pph, 50% at 20 ppb, and 100% at 200 ppb imidacloprid.
Thiamethoxam at 0 ppb showed 0% worker mortality compared
to 85% mortality at 100 ppb [55]. Laboratory feeding tests with B.
terrestris at 2 doses, 10 ppb in sugar syrup and 6 ppb in pollen, and
25 ppb in sugar syrup and 16 ppb in pollen, found that
imidacloprid significantly reduced worker survival by 10% in 4
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weeks [66]. In 76 queenless microcolonies of B. ferrestris exposed to
imidacloprid at 10 doses from 0.08 ppb to 125 ppb, only one
worker died at 125 pph [65].

In our study daughter queen production was not significantly
different for imidacloprid treatments (0-100 ppb produced 5.7,
6.1, 4.3, 5.1; and 4.1 queens) although for clothianidin there was a
nonsignificant trend for fewer queens produced in 10-100 ppb
treatments (7.4, 3.1, 2.2, 1.1, and 1 queens). However, the mean
number of males produced was significantly lower in 10-100 ppb
imidacloprid treatments (0-100 ppb produced 135, 30, 23, 13, 4
males, respectively) and 50 and 100 ppb clothianidin treatments (0
100 ppb produced 64, 48, 28, 3, 2 males, respectively). Others
have considered a link between neonicotinyl insecticides and male
production. Laycock et al. [65] using microcolonies found that
male production was negatively dose-dependent (0 to 125 ppb
imidacloprid, 42% less males produced at 1.27 pph), but reduction
in ovary development was found only at the highest dosage of
125 ppb imidacloprid. However, queenless microcolonies that
consumed more syrup and pollen produced more brood. Higher
imidacloprid doses reduced pollen and syrup feeding, so lack of
nutrition was suspected as the mechanism behind reduced male
production by workers [653]. Another greenhouse study on
queenless microcolonies of B. terrestnis found similar effects of
decreased feeding, increased foraging time, and decreased male

PLOS ONE | www.plosone.org
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production with neonicotinyl insecticides. Queenless microcolo-
nies fed 0, 10, 20 and 200 ppb imidacloprid had lower male
production at 20 pph, workers feed and foraged less, and it took
longer to fly between food and the nest [55]. Another greenhouse
study found that queenless microcolonies of 5. umpatiens fed 19 ppb
imidacloprid-treated pollen consumed significantly less pollen, had
shorter worker longevity, and produced no males compared to
0 ppb [73].

Colony health was quantified by the weight and number of wax
pots containing stored sugar syrup and colony weight. In 0 ppb
treatments, bees secreted wax and added it to the colony nest
structure to make new sugar syrup pots, gathered sugar syrup from
small containers in the flight box, and filled the wax pots with
sugar syrup, thereby increasing the number of stored syrup pots,
the weight of the syrup wax pots, and the entire colony weight. In
higher neonicotinyl treatments, nest bees emptied the storage pots
filled prior to treatment and did not re-fill old pots. This is further
supported by the reduction in colony consumption at 10-100 ppb.
Lack of new syrup storage is also supported by the residue analysis
data. In both imidacloprid and clothianidin, the residue in wax
syrup pots for 50-100 ppb was 72-100% less residue than the
concentration in the syrup the bees were consuming indicating
that syrup was not being returned to the pots in 50-100 pph
treatments (Table 1).
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Other studies demonstrated a link between mneonicotinyl
consumption and colony weight. . Our results are similar to
Elston et al. [54] that demonstrated B. terretris microcolonies fed 1
and 10 ppb thiamethoxam compared to controls had reduced
consumption of sugar syrup (1 ppb, 1.54 g less and 10 ppb, 1.16 g
less) and production of wax pots (1 ppb, 10% less and 10 ppb,
100% less) in 28 days. Queenright colonies of B. terrestris provided
6 ppb imidacloprid pollen plus 0.7 ppb imidacloprid nectar and
double the dose for 2 weeks then placed in the field for 6 weeks
had reduced colony weights of 8% and 12% and reduced daughter
queen production of 85% and 90%, respectively [53]. Queenright
colonies of B. impatiens did not avoid foraging on clothianidin-
treated clover (171 ppb nectar) and showed reduced foraging
activity and increased worker mortality in the hives within 5 days.
Colonies showed a trend for fewer workers and males, no queen
production, reduced number of wax pots, and reduced colony
weight compared to controls [37]. Reduced colony weight is
related to worker foraging and behavior.

Videos inside nest boxes showed that nest bees moved faster in
0 ppb compared to 20 and 50 ppb imidacloprid and clothianidin
treatments. We speculate that nest bees that went into foraging
boxes to collect neonicotinyl-treated sugar syrup were impaired as
a result of ingesting and detoxifying the insecticides, fed less,
moved less, and returned less syrup to the colony. Older nest bees

PLOS ONE | www.plosone.org
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did not return to the hive but sat on the floor of the nest box for
weeks, not feeding, probably physiologically impaired as a result of
chronically consuming neonicotinyl-treated sugar syrup prior to
their resting stupor. When a bee consumes a neonicotinyl,
symptoms such as knockdown, trembling, and uncoordinated
and hyperactive movement occur quickly, before the insecticide is
detoxified in 6 hours and the bee recovers or dies [67-70]. Thus,
bees can recover from chronic, sublethal doses of neonicotinyl
insecticides, feed, and start the syndrome again. For honey bees,
an imidacloprid dose of 5 ng/bee was transformed in 24 hrs into
the metabolites 5-hydroxy-imidacloprid and olefin, before being
detoxified by the bee [67]. For bumblebees, an imidacloprid dose
of 4.8 ng/bee was transformed quickly and metabolites were not
detected in the bee [66].

We demonstrated reduction in movement starting at 20 ppb,
colony consumption at 20 pph, and storage pot weight at 50 ppb
imidacloprid and 10 ppb clothianidin treatments. Reduced
movement, consumption, and storage are factors associated with
foraging. Many other studies have demonstrated that neonicotinyls
reduce foraging. Foraging was reduced at 10 ppb imidacloprid for
B. terrestris [47,55] and 30 ppb imidacloprid for B. wmpatiens [56].
Honey bee foraging was reduced at 15 ppb imidacloprid [48],
5 ppb clothianidin [48], and 67 ppb thiamethoxam [46]. Imida-
cloprid at 5 ng/bee (=50 pph) impaired the ability of bumblebee
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toragers to orient to landmarks and return to their nests in the field
[64]. Imidacloprid and clothianidin at 2.5 ppb impaired mush-
room body function that can lead to significant impairment of all
cognitive functions associated with foraging that depend on this
higher-order brain region, including multisensory integration,
associative learning and memory, and spatial orientation [41].

Similar to our foraging results, a greenhouse cage study on
queenright microcolonies of B. terrestris provided imidacloprid-
treated sugar syrup found that bees were lethargic and spent less
time foraging. At 20 ppb, the workers stayed near the nectar and
pollen, were apathetic, did not move or forage, and eventually
died by the food, whereas at 10 ppb all dead workers were found
inside the nests and at 2 pph, there was no reduction in worker
movement and no mortality [35]. Greenhouse cage studies with B.
terrestris fed flowers from cucumbers sprayed with the 4 mg/sgft of
imidacloprid found that the bees stopped foraging and sat still for
several hours and recovered or died [71]. In greenhouse cage
studies with B. ampatiens workers fed 30 ppb imidacloprid in 30%
sugar syrup, workers spent 43% more time accessing flowers and
28% more time foraging compared to 0 and 7 ppb [56]. Tunnel
studies with imidacloprid-treated sugar syrup at 6 ppb found
reduced number of active honey bees, resulting in more inactive
bees sitting at the feeders [72].

PLOS ONE | www.plosone.org

12

The reduction in bumblebee foraging due to neonicotinyl
treated sugar syrup found in greenhouse studies was supported by
field studies. Gill et al. [47] found that bees fitted with RFID (radio
frequency identification tags) and fed 10 ppb imidacloprid in sugar
syrup for 4 weeks had significantly more workers (50%) that did
not return to the colony. Worker foraging performance, particu-
larly pollen collecting efficiency, was significantly reduced which
led to increased colony demand for food as shown by increased
worker recruitment to forage and less time spend on brood care.
Averill [64] found that imidacloprid at 35 ng/bee (50 ppb)
impaired the ability of foragers to orient to landmarks when
displaced away from their nests in the field. In the field,
imidacloprid seed-treated sunflowers reduced B. ferrefris forager
return by 10% (33% treated and 23% 0 pph), although residue in
pollen and nectar were unknown [51].

Our data provide mechanisms that link foraging behavior and
colony health and offer strong support that chronic exposure to
imidacloprid or clothianidin starting at 20 ppb significantly
reduced colony health (lower colony weight, less wax pots added,
and higher queen mortality) as a result of decreased worker
foraging (movement, consumnption, and storage of syrup). In 12
research papers discussed above sublethal, chronic effects on
foraging were found. Since most studies show reduction in
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foraging behavior below 10 ppb and residues in crop and
landscape flowers are higher than 10 ppb, bees are likely to be
experiencing chronic, sublethal doses that will reduce navigation
and foraging and lead to colony failure. Social bee colonies, such
as bumblebees and honey bees use division of labor and rely on
foragers to return nectar and pollen to the hive for the queen, nest
bees, and brood. Native, annual bee colonies and queens in spring
and fall are even more vulnerable to neonicotinyl insecticides since
the solitary queens can be impaired when foraging and instead of
workers not returning to the nest the result will be the death of the
queen and loss of future generations. The collective research data
provide support that bee foraging is reduced by neonicotinyl
insecticides and continued indiscriminate use of systemic,
neonicotinyl insecticides, that last from a single application for
months to years in pollen and nectar, will reduce bee numbers and
reduce seed and fruit production, resulting in dramatic ecosystem
CONSECUEnces.

Supporting Information

Figure 81 Bees on nest. A, Imidacloprid, Week 0: F =255,
DF =4, 35, p=0.057, Week 2: F=4.20, DF=4, 17, p=0.016,
Week 4: F=4.82, DF =4, 16,p=0.010, Week 6: F = 3.84, DF = 4,
12, p=0.031, Week 8 F=1.77, DF=3, 17, p=0.192. B,
Clothianidin, Week 0: F=0.39, DF=4, 37, p=0.813, Week 2:
=021, DF=4, 36, p=0.928, Week 4: F=2.16, DI =4, 33,
p=0.095, Week 6: F=452, DF=4, 28, p=0.006, Week &
F=8.29, DF=4, 8, p=0.005. ANOVA, Tukey-Kramer MRT by
treatment for each week are on the figures to compare the 2
chemicals, but ProcMixed did not show a significant interaction
for imidacloprid, but did for clothianidin, (Table S1).

(T1F)

References

1. Klein AM, Vaissiére BE, Cane JH, Steffan-Dewenter I, Cunningham SA, et al.
{(2007) Importance of pollinators in changing landscapes for world crops.
Proc R Soc B: 274: 303-313.

2. Morse RA, Calderone NW (2003) The value of honey bees as pollinators of U.S.
crops in 2000. Beeculture 128: 1-15.

3. Garibaldi LA, Steffan-Dewenter I, Winfree R, Aizen MA, Bommarco R, et al.
{2013) Wild pollinators enhance fruit set of crops regardless of honey bee
abundance. Science {29 March) 339:1608-1611.

4. Van Engelsdorp D, Meixner MD (2010} A historical review of managed honey

bee populations in Europe and the United States and the factors that may affect

them. J Invertebr Pathol 103: S80-95.

USDA ARS {2011) Colony collapse disorder progress report, CCD Steering

Committee. USDA ARS. 43p, Available: http://www.ars.usda.gov/is/br/ced/

cedprogressreport2011.pdf. Accessed 2014 Feb 24,

6. Van Engelsdorp D, Tarpy DR, Lengerich EJ, Pettis JS (2013) Idiopathic brood
disease syndrome and queen events as precursors of colony mortality in
migratory beekeeping operations in the eastern United States. Prevent Vet Med
108: 225-233.

7. Higes M, Pilar GP, Raquel MH, Aranzazu M {2007) Experimental infection of
Apis mellifera honeybees with Nosema ceranae (Microsporidia). J Invertebr Pathol 94:
211-217.

8. Higes M, Martin-Hernandez R, Garrido-Bailon E, Gonzalez-Porto AV, Garcia-
Palencia P, et al. {2009} Honeybee colony collapse due to Nosema ceranae in
professional apiaries. Environ Microbiol Rep 1: 110-113.

9. Cox-Foster DL, Conlan S, Holmes EC, Palacios G, Evans JD, et al. (2007) A
metagenomic survey of microbes in honey bee colony collapse disorder. Science
(12 March) 318: 283-287.

10. Johnson RM, Ellis MD, Mullin CA, Frazier M (2010} Pesticides and honey bee
toxicity USA. Apidologie 41: 312-3531.

11, Frazier M, Mullin C, Frazier ], Ashcraft S (2008} What have pesticides got to do
with it? Am Bee J 148: 521-523.

12, Frazier J, Mullin C, Frazier M, Ashcraft 8§ (2011) Pesticides and their
involvement in colony collapse disorder. Am Bee J 151: 779-731.

13, Alaux C, Brunet JL, Dussanbat C, Mondet F, Tchamiwchan S, et al. (2010)
Interactions between Nosema microspores and a neonicotinoid weaken honeybees
(Apis mellifera). Environmen Microbiol 12: 774-782.

14. Pettis JS, vanEngelsdorp D, Johnson J, Dively G (2012) Pesticide exposure in
honey bees results in increased levels of the gut pathogen Aosema. Die
Naturwissenschaften 99: 153-158.

(&)

PLOS ONE | www.plosone.org

Chronic Exposure of Neonics Reduce Foraging and Colony Survival

Table S1 Statistical amnalysis. When a week effect in
ProcMixed is significant, the Tukey-Kramer MRT is on the
figure and the statistics are on this table. When a treatment effect
in ProcMixed 1s significant, the statistics, mean, SE, and Tukey-
Kramer MRT for each treatment is on this table (SAS, 2010},
When an interaction effect is significant in ProcMixed, the
statistics are on this table. Then the data were analyzed
individually by week for treatment and the statistics are on the
figure legend (ANOVA, Tukey-Kramer MRT, SAS, JMP, 2010).
DOoCX)

Table 82 Individual bee consumption in ml and ng by
treatment for each week. Imidacloprid, Week 2: F=30.97,
DF =4, 16, p<<0.001, Week 4: F=10.31, DF =4, 33, p<<0.001,
Week 6: F=0.89, DF =4, 8, p=0.513, Week 8: F =2.51, DF =3,
17, p=10.093, Clothianidin, Week 2: F=17.68, DF=4, 17, p<
0.001, Week 4: F=32.73, DF =4, 15, p<<0.001, Week 6: F =9.37,
D¥ =4, 28, p<<0.001, Week 8: ¥'=4.32, DF=4, 8, p=0.035,
ANOVA, Tukey-Kramer MRT by treatment for each week.
DOCX)

Acknowledgments

Research discussion and manuscript review was heartily provided by Marla
Spivak. Technical support was provided by Karine Pouliquen and Tyler
Obermoller.

Author Contributions

Conceived and designed the experiments: VK. Performed the experiments:
VK JS. Analyzed the data: VK JS. Contributed reagents/materials/
analysis tools: VK. Wrote the paper: VK JS. Prepared figures and tables: JS
VK.

15. Vidau C, Diogon M, Aufanvre J, Fontbonne R, Vigués B, et al. (2011) Exposure
to sublethal doses of fipronil and thiacloprid highly increases mortality of
honeybees previously infected by Nosema ceranae. PLOS ONE 6(6): 21550,
doi:10.1371/journal pone.0021550. Accessed 2014 Feb 24.

16. Aufauvre J, Biron DG, Vidau C, Fontbonne R, Roudel M, et al. (2012} Parasite-
insecticide interactions: a case study of Nosema ceranae and fipronil synergy on
honeybee. Scientific Reports 2 (326):1-7. DOIL 10.1038/srep00326. Accessed
2014 Feb 24.

17. Winter K, Adams L, Thorp R, Inouye D, Day L, et al. {2006} Importation of
non-native bumble bees into North America: Potential consequences of using
Bombus tervestris and other non-native bumble bees for greenhouse crop
pollination in Canada, Mexico, and the United States. White paper of the
North American Pollinator Protection Campaign (INAPPC). Available: hitp://
www.pollinator.org/Resources/ BEEIMPORTATION_AUG2006.pdf. Ac-
cessed 2014 Feb 24.

18. Cameron SA, Lozier JD, Strange JP, Koch JB, Cordes N, et al. {2010) Patterns
of widespread decline in North American bumble bees. Proc Nat Acad Sci 108:
662-667.

19. Blacquiére T, Smagghe G, van Gestel C, Mommaerts V (2012 Neonicatinoids
in bees: a review on concentrations, side-effects and risk assessment.
Ecotoxicology 21: 973-992.

20. Vaughan M, Black SH (2006) Pesticide considerations for native bees in
agroforestry. Agroforestry Note (35), USDA National Agroforestry Center.
Available: http://plants.usda.gov/ pollinators/Pesticide considerations for native
bees in agroforesiry.pdf. Accessed 2014 Feb 24.

21. Goulson D {2013) An overview of the environmental risk posed by neoniotinoid

insecticides. J Appl Ecol 50: 977-987.

Van der Sulis JP, Simon-Delos N, Goulson D, Maxim L, Bonmatin JM, et al.

(2013) Neonicotinoids, bee disorders, and the sutainability of pollinator services.

Current Opinions Environmental Sustainability 5:293-305.

23. Krupke C, Hunt GJ, Eitzer BD, Andinoi G, Given K (2012) Multiple routes of
pesticide exposure for honey bees living near agricultural fields. PLOS ONE
7(1): €29268. doi:10.1371/journal pone.0029268. Accessed 2014 Feb 24.

24. Bonmatin JM, Moineau I, Chavet R, Colin ME, Fleche C, et al. (2005) Behavior

of imidacloprid in fields: Toxicity for honey bees, In: Lichtfouse E,

Schwarzbauer J, Robert D, editors, Environmental chemistry, green chemistry

and pollutants in ecosystems, New York: Springer, pp 483-494.

N3
)

March 2014 | Volume 9 | Issue 3 | 91573

ED_006569M_00191185-00013



[N}
w

26.

&)
~1

30.

33.

36.

37.

38.

40.

41.

42.

44,

46.

USDA APHIS {2003) Asian Longhorn beetle cooperative eradication program
in New York and Ilinois. Environmental Monitoring Report, Otis ANGB,
Buzzard’s Bay, MA, 50 pp.

Baldwin J {2003} LSU recommends corn seed treatments. Delta Farm Press, 11
December 2013, Available: htp://deltafarmpress.com/Isu-recommends-corn-
seed-treatments. Accessed 2014 Feb 24.

. Aliouane Y, El Hassani AK, Gary V, Armengaud C, Lambin M, et al. {2009}

Subchronic exposure of honeybees to sublethal doses of pesticides: effects on
behavior. Environ Toxicol Chem 28 (1) 113-122.

Pilatic H {2012) Widely-used pesticides killing bees, 29 March 2012. Available:
http://www.huffingtonpost.com/heather-pilatic /bees-pesticides-studies_b_
1389499 html. Accessed 2014 Feb 24.

Minnesota Department of Agriculture (2013) Pesticide Sales Database 2009,
Minnesota Department of Agriculture. Available: http://www2.mda.state.mn.
us/webapp/lis/chemsold_defaultjsp. Accessed 2014 Feb 24.

Bonmatin JM, Marchand PA, Charvet R, Moineau I, Bengsch ER, et al. (2005)
Quantification of imidacloprid uptake in maize crops. ] Agric Food Chem 53
5336-5341.

Girolami A V, Mazzon L, Squartini A, Mori N, Marzaro M, et al. (2009)
Translocation of neonicotinoid insecticides from coated seeds to seedling
guttation drops: A novel way of intoxication for bees. J Econ Entomol 102:
1308-1815.

Scott-Dupree CD, Spivak M {2001} The impact of Gaucho and TI1-435 seed-
treated canola on honey bees, Apis mellifera L., Université de Guelf, Ontario
Canada Université, Available: http://www.honeycouncil.ca/users/
getdownload.asp? DownloadID = 83.

EFSA (2012) Staternent on the findings in recent studies investigating sub-lethal
effects in bees of some neonicotinoids in consideration of the uses currenty
authorised in Europe. EFSA Journal 10 (6): 1-27. doi:10.2903/].ef52.2012.2752.
Accessed 2014 Feb 24.

Dively GP, Kamel A (2012} Insecticide residues in pollen and nectar of a
cucurbit crop and their potential exposure to pollinators. ] Agric Food Chem 60:
4449-4456.

Stoner KA, Eitzer BD (2012) Movement of soil-applied imidacloprid and
thiamethoxam into nectar and pollen of squash {Cucurbita pepo). PLOS ONE 7{6):
€39114. doi:10.1371 /journal.pone.0039114. Accessed 2014 Feb 24.

Paine TD, Hanlon CC, Byrne FJ {2011) Potential risks of systeric imidacloprid
to parasitoid natural enemies of a cerambycid attacking Eucalyptus. Biol Control
56: 175-178.

Larson JL, Redmond CT, Potter DA {2013) Assessing insecticide hazard to
bumble bees foraging on flowering weeds in treated lawns. PLOS ONE 8(6):
266375, doi:10.1371/journal.pone.0066375. Accessed 2014 Feb 24,

Gauthier M (2010) State of the art on insect nicotinic acetylcholine receptor
function in learning and memory. In: Thany SH, editor. Insect nicotinic
acetylcholine receptors. Springer Series: Advances in Experimental Medicine
and Biology Springer Sciences and Business Media, Landes Bioscience, NY. pp.
97-115.

Tomé HV, Marting GF, Lima MAP, Campos LAO, Guedes RNC (2012)
Imidacloprid-induced impairment of mushroom bodies and behavior of the
native stingless bee Melipona quadrifasciata anthidioides. PLOS ONE 7(6): e38406.
doi:10.1371/journal. pone.0033406. Accessed 2014 Feb 24.

Rossler W, Groh C {2012) Plasticity of synaptic microcircuits in the mushroom-
body calyx of the honey bee. In: Galizia CG, Eisenhardt D, Giurfa M, editors.
Honeybee neurobiology and nehavior: A trubute to Randolf Menzel, Berlin:
Springer Verlag, pp. 141-151. Available: htip://www.sib1047 uni-wuerzburg.
de/en/projekte/projekt_b5_groh/. Accessed 2014 Feb 24.

Palmer MJ, Moffar C, Saranzewa N, Harvey J, Wright G, et al. {2013)
Cholinergic pesticides cause mushroom body neuronal inactivation in
honeybees. Nat Commun 4: 1-8. 4:1634 | DOL 10.1038/ncomms2648
http:/ /www nature.com/naturecommunications. Accessed 2014 Feb 24.
Lambin M, Armengaud €, Raymond 8, Gauthier M {2001} Imidacloprid
induced facilitation of the proboscis extension reflex habitnation in the
honeybee. Arch Insect Biochem Physiol 48: 129-134.

Decourtye A, Lacassie E, Pham-Delégue MH (2003) Learning performances of
honeybees (Apis mellifera L) are differentially affected by imidacloprid according
to the season. Pest Manage Sci 59: 269-278.

Decourtye A, Devillers J, Cluzeau S, Charreton M, Pham-Delegue MH {2004)
Effects of imidacloprid and deltamethrin on associative learning in honeybees
under semi-field and laboratory conditions. Ecatoxicol Environ Saf 57: 410-419.
Iwasa T, Motoyama N, Ambrose JT, Roe RM ({2004} Mechanism for the
differential toxicity of neonicotinoid insecticides in the honey bee, Apis meliifera.
Crop Prot 23: 371-378.

Henry M, Béguin M, Requier F, Rollin O, Odoux JF, et al. (2012) A common
pesticide decreases foraging success and survival in honey bees. Science (20
April) 336: 548-350.

PLOS ONE | www.plosone.org

14

51.

w
Ko

=]
G2

61.

63.

64.

65.

66.

67.

68.

69.

70.

7L

Chronic Exposure of Neonics Reduce Foraging and Colony Survival

Gill R}, Ramaos-Rodriguez O, Raine NE {2012) Combined pesticide exposure
severely affects individual- and colony-level traits in bees. Nature 491: 105-108.
Schneider OW, Tautz J, Grinewald B, Fuchs 8 (2012) RFID tracking of
sublethal effects of two neonicotinoid insecticides on the foraging behavior of
Apis mellifira. PLOS ONE 7{1): €30023. doi:10.1371/journal.pone.0030023.
Accessed 2014 Feb 24.

Williamson SM, Wright GA (2013) Exposure to multiple cholinergic pesticides
impairs olfactory learning and memory in honeybees. J Exp Biol 216: 1799~
1807.

Eiri DM, Nieh JC (2012) A nicotinic acetylcholine receptor agonist affects honey
bee sucrose responsiveness and decreases waggle dancing. J Exp Biol 215: 2022~
2029.

Tasei JN, Ripault G, Rivault E (2001) Hazards of imidacloprid seed coating to
Bombus  terrestris (Hymenoptera: Apidae) when applied to sunflower. J Econ
Entomol 94: 6235-627.

Cuder GC, Scow-Dupree CD {2007) Exposure to clothianidin seed-treated
cancla has no long term impact on honey bees. J Econ Entomol 100: 765-772.
Whitehorn PR, O’Connor 8, Wackers FL, Gouson D (2012} Neonicotinoid
pesticide reduces bumble bee colony growth and queen production. Science (20
April) 336: 351-352.

Elston €, Thompson HM, Walters KF (2013) Sub-lethal effects of thia-
methoxam, a neonicotinoid pesticide, and propiconazole, a DMI fungicide, on
colony initiation in bumblebee (Bombus femestrisy micro-colonies. Apidologie 44:
563-57456.

Mommaerts V, Reynders 8, Boulet J, Besard L, Sterk G, et al. {2010) Risk
assessment for side-effects of neonicotinoids against bumblebees with and
without impairing foraging behavior. Ecotoxicology 19: 207-215.

Morandin LA, Winston ML {2003} Effects of novel pesticides on bumble bee
(Hymenoptera: Apidae) colony health and foraging ability. Environ Entomol 32:
555-563.

Cnaani J, Schmid-Hempel R, Schmidt JO (2002} Colony development, larval
development and worker reproduction in Bombus impatiens Cresson. Insectes Soc
49: 164-170.

SAS (2010) JMP Pro 9.0.2, SAS institute, Cary NC

SAS (2010) SAS Enterprise guide 4.3, SAS institute, Cary NC

Prichard AM (2009) Notice of decision to initiate re-evalnation of chemicals in
the nitroguanidine insecticide class of neonicotinoids. Department of Pesticide
Regulation, California notice 2009-02. Awailable: http://www.cdpr.ca.gov/
does/registration/canot/ 2009/¢a2009-02.pdf. Accessed 2014 Feb 24.

Fischer DL, Chalmers A {2007) Neonicotinoid insecticides and honey bees:
Technical answers to FAQs. Bayer Cropscience. Available: http:/www.bee-
quick.com/reprints/imd/BayerFAQ, pdf. Accessed 2014 Feb 24.

Decourtye A, Devillers J (2010} Ecotoxicity of neonicotinoid insecticides to bees.
Adv Exp Med Bic 683: 85-95.

Van Der Steen JJM (2008} Infection and transmission of Nosema bombi in Bombus
terrestris colonies and its effect on hibernation, mating and colony founding.
Apidologie 39: 273-282.

Averill AL {2011) Nest location in bumble bees: Effect
insecticides. Am Bee J 151: 1187-1190.

Laycock I, Lenthall KM, Barratt AT, Cresswell JE
imidacloprid, a neonicotinoid pesticide, on reproduction
bees {Bombus terrestris). Ecotoxicology 21: 1937-1945.

Tasei JN, Lerin J, Ripaukt G {2000} Sub-lethal effects of imidacloprid on
bumblebees Bombus terrestris (Hymenoptera: Apidae) during a laboratory feeding
test. Pest Manage Sci 56: 784-788.

Suchail 8, Guez D, Belzunces LP {2000} Charascteristics of imidacloprid toxicity
in two Apis mellifera subspecies. Environ Toxicol Chem 19: 1901-1905.

Suchail S, Guez D, Belzunces LP (2001) Discrepancy between acute and chronic
toxicity induced by imidacloprid and its metabolites in Apis meliifera. Environ
Toxicol Chem 20: 2482-2486.

Suchail S, De Sousa G, Rahmani R, Belzunces LP (2004) In vivo distribution
and metabolisation of 14C-imidacloprid in different compartments of Apis
mellifera L. Pest Manage Sci 60: 1056-1062.

Suchail 8, Debrauwer L, Belzunces LP (2004} Metabolism of imidacloprid in
Apis mellifera. Pest Manage Sci 60: 291-296.

Incerti F, Bortolotti L, Porrini C, Sbrenna AMI, Sbrenna G (2003) An extended
laboratory test to evaluate the effects of pesticides on bumblebees. Bulletin
Insectology 56: 159-164.

Colin ME, Bonmatin JM, Moineau I, Gaimon C, Brun S, et al. {2004) A method
to quantify and analyze the foraging activity of honey bees: relevance to the
sublethal effects induced by systemic insecticides. Arch Environ Contam Toxicol
47: 387-395.

Gradish AE, Scoti-Dupree CD, Shipp L, Harris CR, Ferguson G {2010) Effect
of reduced risk pesticides for use in greenhouse vegetable production on Bombus
impatiens (Hymenoptera: Apidae). Pest Manage Sci 66: 142-146.

of landscapes and

(2012) Effects of
in worker bumble

March 2014 | Volume 9 | Issue 3 | 91573

ED_006569M_00191185-00014



